Abstract: Headspace-solid phase microextraction-gas chromatography-mass spectrometry (HS-SPME-GC-MS) was used to identify the volatile organic compounds (VOCs) of the different flower development stages of Cananga odorata for the evaluation of floral volatile polymorphism as a basis to determine the best time of harvest. Electronic nose results, coupled with discriminant factor analysis, suggested that emitted odors varied in different C. odorata flower development stages, including the bud, display-petal, initial-flowering, full-flowering, end-flowering, wilted-flower, and dried flower stages. The first two discriminant factors explained 97.52% of total system variance. Ninety-two compounds were detected over the flower life, and the mean Bray-Curtis similarity value was 52.45% among different flower development stages. A high level of volatile polymorphism was observed during flower development. The VOCs were largely grouped as hydrocarbons, esters, alcohols, aldehydes, phenols, acids, ketones, and ethers, and the main compound was β-caryophyllene (15.05%-33.30%). Other identified compounds were β-cubebene, D-germacrene, benzyl benzoate, and α-cubebene. Moreover, large numbers of VOCs were detected at intermediate times of flower development, and more hydrocarbons, 
Introduction
Cananga odorata (Lam.) Hook. f. & Thomson, commonly known as ylang-ylang, belongs to the Annonaceae family and the Cananga genus. This perennial tropical tree, native to the Indonesian archipelago, is cultivated primarily in Comoros, Mayotte, and Madagascar. The tree is also grown in the Philippines, Reunion, Thailand, Vietnam, and China [1, 2] . The aroma emitted by its flowers has caused ylang-ylang to be widely utilized for garlands, headdresses, and other personal adornments. Moreover, the heavily scented flowers are used in the cosmetics industry. In particular, ylang-ylang essential oil, obtained from fresh flowers of C. odorata through water steam distillation or chemical extraction, is one of the most important raw materials used in the perfume industry in a variety of applications, from high-grade perfume production to the soap industry. Moreover, this oil has applications in aromatherapy and is approved for food use by the US Food and Drug Administration [3, 4] . Therefore, C. odorata has high economic and ornamental value because for its use as fragrance and food flavor properties.
Numerous studies have already been conducted to detect the odoriferous molecules released by C. odorata [5] [6] [7] . As reported in the literature, the identified volatile compounds in ylang-ylang oil are largely grouped as monoterpenes, terpenic alcohols, sesquiterpenic alcohols, sesquiterpene hydrocarbons, acetates, benzoates, and phenols [8, 9] . Moreover, the major oil components are p-cresyl methyl ether, methyl benzoate, linalool, benzyl acetate and geranyl acetate, β-caryophyllene, D-germacrene, and (E,E)-α-farnesene [10] . According to the measurement and comparison of 15 major compounds of ylang-ylang oil from Comoros, Mayotte and Madagascar, the ISO 3063: 2004 (E) norm was published by the French standardization system (AFNOR, French standard) [11] . However, most studies on this subject have only focused on analyzing the volatile organic compounds (VOCs) emitted by ylang-ylang oil. Limited information is available on the floral volatile polymorphism of C. odorata at different flower development stages. Moreover, the volatile compounds of different flower development stages sever as indicators that determine the time of harvest, quality of essential oil, and flavor of food, among others. Therefore, this study aims to investigate the floral volatiles in C. odorata and to evaluate the volatile polymorphism of different flower development stages to determine the best time of harvest.
Results and Discussion

Discrimination of Different Flower Stages by Electronic Nose
C. odorata flowers were selected on the basis of their botanical characteristics to evaluate floral volatile polymorphisms according to different development stages: bud, display-petal, initial-flowering, full-flowering, end-flowering, wilted-flower, and dried flower stages [12] (Figure 1) . To discriminate the different flower stages better, an electronic nose was coupled with discriminant factor analysis (DFA) [13, 14] to classify the aroma emitted by C. odorata flowers. The process was conducted by using signals corresponding to four repeated exposures of each stage, as shown in Figure 2 . The DFA score plot in Figure 2 shows that the electronic nose effectively discriminates each of the different flower stages of C. odorata. The first two discriminant factors, DF1 (81.16%) and DF2 (16.36%), explain 97.52% of total system variance. DFA is as valid as the multivariate statistical model if the percentage of recognition is higher than 90% [14] . In this case, the percentage of recognition was 97.52% (maximum 100%), which indicates that a certain degree of discrimination was achieved. For instance, the initial-flowering, full-flowering, and end-flowering stages were clearly distinguishable from one group to another, although a small overlap was observed between the bud and display-petal stages. These results show that the odors emitted at different stages of C. odorata flower development evidently differed. As Wilson and Baietto [13] suggested, electronic nose analysis based on botanical characteristics is a useful technique to discriminate flower aromas at different stages. 
Analysis of C. odorata Floral Volatile Polymorphism by Headspace-Solid Phase Microextraction-Gas Chromatography-Mass Spectrometry (HS-SPME-GC-MS)
Previous researchers [7] [8] [9] [10] have extensively investigated the volatile compositions of essential oils from C. odorata flower by using the hydrodistillation method [10, 15] . However, distillation has several disadvantages, including time consumption, and loss of target compounds because of thermal degradation [16] [17] [18] [19] [20] . Studies on the volatile compounds present at different stages of C. odorata flower development have never been conducted elsewhere. Therefore, the volatile compounds in C. odorata flowers were analyzed by using HS-SPME coupled with GC-MS. Table 1 shows the 92 components identified over the flower-life. These components include 47 hydrocarbons, 17 esters, 14 alcohols, seven aldehydes, two phenols, 1 acid, three ketones, and one ether. In accordance with the report by Stashenko et al. [9] , Burdock and Carabin [3] , the total profile of the volatile compounds in all studied stages reveals the predominance of hydrocarbons, esters, alcohols, and aldehydes ( Figure 3 ). Of these 92 compounds, 11 were particularly identified in the full-flowering stage on the basis of 15 AFNOR (ISO 3063: 2004 (E)). This finding is considered as characteristic of ylang-ylang essential oil. Additionally, volatile compositions varied considerably among the seven life-flower stages of C. odorata flowers. The mean Bray-Curtis similarity (BCS) value was 52.45% ± 11.61% (range: 32.84%-77.34%, n = 21 comparisons, Table 2 ). The full-flowering stage was more similar to the initial-flowering stage (BCS = 59.68%) than to the dried flower stage (BCS = 42.63%), and was largely dissimilar to the wilted-flower stage (BCS = 35.02%). As regards the comparison among the studied stages, 10 volatiles among the total volatile constituents notably existed in all life-flower stages, whereas 11 more volatile compounds were present in four of the seven stages. The results showed low similarity among the seven stages, although several constitutes [α-cadinol, farnesol isomer a, nerolidol, α-pinene, etc.] were exclusively identified in different stages. The pattern may indicate a relatively high volatile diversity variation at a full life-flower scale. Variations of the volatile compositions emitted by C. odorata flowers significantly depend on the stage of maturity. The same phenomena are also observed in other plant species, such as Michelia alba [21] , and Michelia champaca flowers [16] . In this study, the highest floral volatile polymorphism was detected at the intermediate levels of flower development, and the richness of volatile compounds showed a unimodal or hump-shaped pattern between the number of VOCs and times of flower development. To identify which volatiles contributed the most to the differences among the seven flower stages, the data on 92 volatile compounds identified in C. odorata at a full life-flower scale were analyzed by using principal component analysis (PCA). The first three components of PCA explained 73.87%, 10.58%, and 7.05% of the variation, explaining ~92% of combined variance (Figure 4) . Hereinto, volatiles that had high positive scores on PC 1 include α-caryophyllene, D-germacrene, α-farnesene, δ-cadinene, α-citral, and β-caryophyllene, which are highly positively related to the bud, display-petal, and initialflowering stages. Volatiles with high positive scores on PC 2 include benzyl benzoate, methyl benzoate, (S)-α-methoxybenzeneacetic acid, neryl acetate, geraniol acetate, β-pinene, β-cubebene, (Z,E)-α-farnesene, and L-alloaromadendrene, which are negatively correlated with the wilted-flower stage. The remaining 77 volatiles components, which include common components, α-cubebene, bicyclogermacrene, β-gurjurene, and copaene, as well as relatively rare volatile compounds, including 3-hexen-1-ol, β-myrcene, α-ylangene, do not exhibit any association with the first three components. Table 1 ).
(a) (b)
As for the bud stage, 28 volatile compounds belonging to different chemical classes were identified: hydrocarbons (80.01%), esters (1.76%), aldehydes (3.18%), and alcohols (2.27%). The most abundant compound was β-caryophyllene, accounting for about 35% of the total GC peak area, followed by α-caryophyllene (13.98%), D-germacrene (10.86%), (Z,E)-α-farnesene (5.14%), and α-ylangene (4.09%). With respect to other flower stages, the bud stage was characterized by higher hydrocarbons.
As for the display-petal stage, 26 volatile compounds belonging to different chemical classes were identified: hydrocarbons (79.40%), esters (2.64%), alcohols (4.12%), and aldehydes (2.75%). The most abundant compound was β-caryophyllene, accounting for about 32% of the total GC peak area, followed by D-germacrene (13.73%), α-caryophyllene (12.97%), β-cubebene (7.14%), and α-copaene (6.02%). With respect to other flower stages, the display-petal stage was characterized by higher alcohols.
As for the initial-flowering stage, 28 volatile compounds belonging to different chemical classes were identified: hydrocarbons (71.78%), esters (10.59%), acids (6.63%), alcohols (0.77%), and aldehydes (1.96%). The most abundant compound was β-caryophyllene, accounting for about 26.87% of the total GC peak area, followed by α-farnesene (11.86%), α-caryophyllene (10.19%), neryl acetate (7.89%), β-cubebene (7.35%), and D-germacrene (7.02%). With respect to other flower stages, the initial-flowering stage was characterized by higher acids.
As for the full-flowering stage, 51 volatile compounds belonging to different chemical classes were identified: hydrocarbons (66.17%), esters (17.62%), acides (11.72%), aldehydes (3.83%), and alcohols (1.02%). The most abundant compound was β-caryophyllene, accounting for about 17.03% of the total GC peak area, followed by L-alloaromadendrene (12.79%), β-cubebene (11.79%), neryl acetate (11.74%), (S)-α-methoxybenzeneacetic acid (11.71%), and (Z,E)-α-farnesene (6.91%). With respect to other flower stages, the full-flowering stage was characterized by higher esters and acids.
As for the end-flowering stage, 40 volatile compounds belonging to different chemical classes were identified: hydrocarbons (51.07%), esters (26.38%), alcohols (1.13%), and aldehydes (2.87%). The most abundant compound was β-caryophyllene, accounting for about 15.05% of the total GC peak area, followed by geraniol acetate (13.78%), β-cubebene (12.91%), β-pinene (6.87%), benzyl benzoate (6.15%), and α-farnesene (5.94%). With respect to other flower stages, the end-flowering stage was characterized by higher esters.
As for the wilted-flower stage, 27 volatile compounds belonging to different chemical classes were identified: hydrocarbons (74.29%), aldehydes (19.30%), and esters (3.18%). The most abundant compound was β-caryophyllene, accounting for about 21.15% of the total GC peak area, followed by D-germacrene (19.50%), β-cubebene (0.69%), α-farnesene (15.69%), α-caryophyllene (8.37%), and benzaldehyde (4.19%) . With respect to other flower stages, the wilted-flower stage was characterized by higher aldehydes.
As for the dried flower stage, 32 volatile compounds belonging to different chemical classes were identified: hydrocarbons (84.88%), aldehydes (6.46%), and esters (0.69%). The most abundant compound was β-caryophyllene, accounting for about 27.90% of the total GC peak area, followed by [S-(R*,S*)]-5-(1,5-dimethylhexen-4-yl)-2-methyl-1,3-cyclohexa-1,3-diene (14.11%), β-cubebene (10.01%), α-caryophyllene (9.04%), and D-germacrene (9.03%). With respect to other flower stages, the dried flower stage was characterized by higher hydrocarbons. 
Experimental
Plant Materials
Methods
The inflorescence of C. odorata is a raceme that always exhibits inconsistent flowering [12] . Approximately 20 g of raw flower material of C. odorata was collected at 8:00 a.m.-10:00 a.m., 8-10 August 2013, depending on the different stages of flower development. Following collections, the flowers were moisturized and sent back to the laboratory immediately. In all experiments, flowers were sliced by using a knife into similarly thin slices to be able to place the sample in a headspace bottle (volume ~5 mL) while maintaining uniform flower sample structure and weight. Thereafter, 1.5 g of sliced materials were weighted and allowed to stand for 30 min at ambient room temperature 22 ± 3 °C. The assayed fibers used in this study were DVB-CAR-PDMS with a 50/30 μm film thickness (Supelco, Bellefonte, PA, USA). The SPME device was inserted into the sealed vial by manually penetrating the silicone septum, and the fiber was exposed to the headspace of the sliced material after 40 min. After extraction, the needle on the SPME manual holder was set to 0.5 cm in the GC injector. The fiber was then directly desorbed for 10min. Each sampling and analysis step was performed in triplicate. Empty bottles were used as a control in the analyses.
An HP-7890A/5975C GC-MS system (Agilent Technologies, Wilmington, USA), with a DB-5MS column (30 m × 0.25 mm I.D. × 0.25 μm microns, Agilent Technologies) was used under the following conditions: MS transfer line heater of 280 °C, injector temperature of 250 °C, and operation in the splitless mode. Initial oven temperature was held at 50 °C for 5 min., then programmed from 50 °C to 80 °C at 10 °C/min, from 80 °C to 220 °C at 5 °C/min, from 220 °C to 280 °C at 10 °C/min, and finally maintained for 6 min at 280 °C. Helium gas was used as a carrier gas at a flow rate of 1.0 mL/min. An Agilent 5975 C mass spectrometer was operated in the electron ionization mode at 70 eV with a source temperature of 230 °C, a quadrupole set to 150 °C, and a scan from an m/z 30 to 500 in the full-scan mode.
Linear retention indices (LRI) were determined on the basis of alkanes series (C 7 -C 30 ). It is defined as: 1 100 ( ) 100
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where t n and t n+1 are retention times of the reference n-alkanes hydrocarbons eluting immediately before and after chemical compound "x", t x is the retention time of compound "x". Volatile compounds were identified on the basis of their LRI and by comparing their mass spectra with a computerized MS-database using NIST 2008 library, Volatile Compounds in Food 15.1, and the Pherobase (database of pheromones and semi-chemicals). We also compared the fragmentation patterns in the mass spectra with those reported in the literatures [2, 9] . The concentrations of the component (relative contents were done by calculating percentage of peak area in GC chromatograms), computerized by normalization method from the equation:
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Additionally, a Bray-Curtis similarity (BCS), signifying the compositional similarity different flower developmental stages, was used to examine whether the floral volatiles in C. odorata were different. This index incorporates the presence as well as relative content of the component [22] It is defined as: where y ij and y ik are the relative content of component i in group j and k , respectively, and p is the total number of components in both groups.
Data Analysis
Volatile compounds identified in C. odorata at a full life-flower scale were analyzed by using principal component analysis (PCA). PCA was carried out using R package version 2.12.2 for Windows.
Conclusions
The odors emitted by C. odorata flowers evidently differed among flower development stages. Ninety-two volatile compounds were identified in all flower-life stages, and the main compounds were caryophyllene, α-caryophyllene, β-cubebene, D-germacrene, benzyl benzoate, δ-cadinene, β-gurjurene, α-citral, and α-cubebene. The relative content of benzyl benzoate and β-cubebene became more obvious during the expansion of bud and full opening of flowers. However, when the flower developed further, the emissions of these major components decreased, whereas those of β-caryophyllene and D-germacrene increased. Moreover, the volatile compounds emitted by C. odorata flowers largely depend on the stage of maturity. Large numbers of VOCs emerged at intermediate times of flower development. More hydrocarbon, esters, and alcohols compounds were detected in the full-flowering stage than in other flower stages, which may have contributed to the aroma profile of the flowers. Thus, a high level of floral volatile polymorphism was observed in C. odorata at a full life-flower scale. Under these circumstances, measures that introduce timely harvest, such as selective harvesting at intermediate levels of flower development, are recommended when the high level of volatile compounds and the aroma quality of flowers are a concern.
